Behavioral Analysis in Mice Slices were fixed overnight with 4% PFA in PBS, immersed in suAll animal experimental protocols were approved by the local govcrose, cryosectioned at 20 m, and subjected to silver intensificaerning committee. All behavioral measurements were done in tion. All cobalt-positive cells were counted in specified spinal lamiawake, unrestrained, age-matched adult (more than 3 months old) nae, and the mean number per lamina was estimated from at least mice of both sexes. Mice were acclimatized to the experimental six slices per genotype. set ups several times before the analysis. In all experiments, the experimentor was blinded to the genotypes of the mice being analyzed.
Spinal Cord Slice Preparation Plantar Test and Paw Inflammation and Electrophysiological Recordings
Determination of latency of paw withdrawal in response to noxious Transverse slices (250 m thick) of the lumbar spinal cord were heat and graded pressure was done using the plantar test apparatus prepared from 8-to 14-day-old mice of both sexes as described All data are presented as mean Ϯ SEM. Student's t tests or the block and in the additional presence of the AMPA receptor antagoanalysis of variance (ANOVA) for random measures followed by nist NBQX (10 M). Short hyperpolarizing voltage steps to Ϫ90 mV post hoc Fisher's LSD tests were utilized to determine statistically were applied every minute to monitor input and access resistance. significant differences (p Յ 0.05).
VRP and Wind-Up Recordings

